, related to Figure 6 . Direct LFY target genes with a link to auxin action.
Inventory of Supplementary Materials:
LFY mRNA expression in wild-type plants after (left) and before (right) the switch to flower formation based on in situ hybridization. LFY expression in the incipient primordium (arrowhead) is a prerequisite for flower formation (Weigel et al., 1992; Weigel and Nilsson, 1995) . Scale bar: 50 µm. (C) Effect of native auxin (IAA) on LFY expression. qRT-PCR after treatment with auxin (10 µM IAA). Treatment duration and plant age was as in Figure 1D . The response of plants to 10 µM IAA was very similar to that obtained with 10 µM 2,4-D ( Figure   1D ). Shown are mean ± SEM of three technical replicates from one representative experiment. (A, B) Reporter studies to test the effect of mp mutants on LFY expression. LFY mRNA and protein expression in the wild type (WT; left) and the mp-S319 mutant (Schlereth et al., 2010) (right). LFY mRNA expression is based on the full-length (2.3 kb) LFY promoter (pLFY) (Blazquez and Weigel, 2000) driving expression of beta-glucuronidase (GUS). Longitudinal sections through wild-type and mp-S319 inflorescence meristems are shown (A). LFY protein expression based on pLFY driving expression of a biologically active GFP-LFY fusion protein (GLFY) (Wu et al., 2003) (Elliott et al., 1996; Klucher et al., 1996) . The size of the floral organs in mock treated 35S::ANT-GR plants is similar to that of wild-type floral organs. Dexamethasone (dex) treatment of 35S::ANT-GR flowers caused a large increase in floral organ size, similar to that previously reported for constitutive overexpression of ANT (Krizek, 1999; Mizukami and Fischer, 2000) . Hence, the 35S::ANT-GR construct is biologically GO term enrichment analysis of genes bound by LFY during onset of flower formation (Winter et al., 2011) was determined using AgriGo (Du et al., 2010) . Enriched GO terms related to endogenous stimuli (left), false discovery rate (FDR, right). 
SUPPLEMENTAL EXPERIMENTAL PROCEDURES

Plant material and treatments
The following plant lines were previously described: lfy-1, lfy-2, lfy-5, lfy-6 (Schultz and Haughn, 1991; Weigel et al., 1992) ; pLFY::GLFY (Wu et al., 2003) ; pLFY::GUS (Blazquez and Weigel, 2000) ; arf1 arf2, arf3 arf4, arf6 arf8, arf7 arf19 (Okushima et al., 2005) ; mp-S319 ( 
Transgenes
To construct promoter::GUS reporters, pG9 fragments were amplified by PCR with primer sets containing attB sequences for Gateway-based cloning and recombined into pDONR221 using BP reactions (Invitrogen). In A. thaliana, the P domain is 302 bp in length starting with the sequence CAAAACATCAAAAAGATAGGA and ending with the sequence CTAGAAAATAAATACTAGGTT. Mutations for pG9Am were introduced into the pG9 by sitedirected mutagenesis. For construction of pG9m, we used MP103 (Blazquez and Weigel, 2000) as a template. After sequencing, each promoter was recombined into pBGWFS7 by LR reaction.
To generate promoter::GFP-LFY (Wu et al., 2003) (GLFY) rescue constructs, pG9 fragments were amplified by PCR with primer sets containing SalI sequence and digested by SalI and XhoI 
Sequencing for Phylogenetic shadowing
We obtained the LFY promoter from Brassica rapa BAC KBrH005L20 (http://brassicadb.org),
the Arabidopsis lyrata LFY promoter from JGI (http://www.jgi.doe.gov/), and the Leavenworthia crassa LFY promoter from Genbank (AY219227.1) (Yoon and Baum, 2004) . For the remaining species, we PCR-amplified and sequenced the LFY promoter. Specifically we aligned the upstream (GUT1) and the LFY coding sequences from several flowering plant species and identified highly conserved sequences in exon 2 of GUT1 and exon 1 of LFY. Primers complementary to these sequences (see below) were used to amplify the intergenic regions of the four species. Genomic DNA from Capsella rubella, Sinapis alba, Arabis alpina and Cardamine hirsuta was isolated from frozen tissues using the DNA easy kit (Qiagen). Ca. 40 ng of genomic DNA was employed per PCR reaction. TaKaRa LA taq polymerase was used as per the manufacturer instruction, except extension time was 10 min and the total cycle number was 32.
Sequencing was performed directly on the PCR product after column purification (Qiagen). In some cases additional sequencing was performed after cloning the PCR products into pGEM-T Easy (Promega), in this case at least 4 independent clones were sequenced and the consensus sequence was determined. The sequencing primers are listed below. Sequencing contigs were assembled using sequencher 4.9.
Expression analyses and chromatin immunoprecipitation (ChIP)
For qRT-PCR, RNA was isolated using TRIzol reagent (Invitrogen) and RNeasy Mini kits (Qiagen). cDNA was reverse-transcribed using the Superscript III Kit (Invitrogen). Quantitative real-time PCR was performed using Power SYBR green mastermix (Applied Biosystems). The mean and standard error were determined using two to three biological replicates with three technical replicates each. Gene-specific signals were normalized over that of the EUKARYOTIC TRANSLATION INITIATION FACTOR 4A-1 (EIF4; At1g54270). Primers used are listed below.
The LFY probe was described in (Hempel et al., 1997) . The MP probe consisted of basepairs 1210 to 2158 (ATG=1), the ANT probe of base pairs 362 to 1620, the AIL6 probe of basepairs 453-1646, the PID probe of basepairs 110 to 1116, and the GUS probe of basepairs 1-1809.
Probes were cloned into pGEM-T Easy (Promega).
ChIP was performed on dissected inflorescence apices as previously described (Winter et al., 2011) . A polyclonal anti-GFP antibody (A6455; Invitrogen) and anti-HA (12CA5; Roche) antibody were used. To estimate transcription factor occupancy on DNA, we computed the ratio of ChIP over input DNA (% Input) by comparing the reaction threshold cycle for each the ChIP sample to a dilution series of the corresponding input sample. This procedure was applied to both wild-type plants and plants expressing the transgene. The ChIP data obtained from the transgenic plants was normalized over that observed in the wild type to obtain the ChIP fold change, except for BDL-GFP; where the % input ChIP in the absence of auxin was normalized over that in the presence of auxin. For test of MP association with pG9 and pG9Am a 5' LFY specific and a 3' transgene specific primer were used for ChIP qPCR. The fragment is close to (120 bp downstream of) the LFY-e fragment. Since this PCR product cannot be amplified from the wild type, we normalized the % input observed over that of a negative control (NC) locus (Promoter of EIF4A At1g54270). All ChIP primers are listed below.
Western analysis of protein expression levels in wild-type and mutant inflorescences
For detection of GFP-LFY, ANT-VENUS and AIL6-VENUS, we perfomed immunoprecipitation prior to Western analysis to enrich for the transcription factors. Immunoprecipitation was performed in nuclear extracts prepared as previously described (Wu et al., 2012) For PIN1-GFP protein quantification, crude protein extracts were prepared from 5 inflorescences ground in ice cold 1.5ml eppendorf tubes in 50 µl 2 × SDS sample buffer. After the debris was removed by centrifugation, the samples were boiled and 25 µl of each sample was run on a 10 % gradient gel. The Ponceau S staining of the blot served as loading control.
Rabbit polyclonal anti-GFP (1:1,000 diluted) and anti-rabbit HRP conjugate (Amersham; NA934V; 1:1,000 diluted) were used as primary and secondary antibodies, respectively. GFPtagged protein was detected by Western blotting performed as previously described (Su et al., 2006) . Image J was used to quantify signal intensity. For Ponceau S stain of the Western membrane the most prominent band was quantified.
Yeast one-hybrid studies
The yeast one-hybrid assay was performed using Clontech's Matchmaker Gold Yeast OneHybrid Library Screening System. For bait, a PCR-amplified 300 bp genomic DNA fragment containing the proximal (P) region of the LFY promoter was cloned into the pAbAi vector using SacI and XhoI restriction sites added to the linker, followed by sequencing. For prey, the MP and
